Introduction

Methods
for Illumina sequencing using the NexteraXT Library Preparation Kit (Illumina, San Diego, 1 3 0 USA). A cleanup after library synthesis was performed using a 1.8 ratio of Agencourt 1 3 1
AMPure XP beads (Beckman Coulter, Inc., Nyon, Switzerland) (21). Sequencing of the 1 3 2 samples was performed on a HiSeq 2500 platform (Illumina) for 300 cycles (2x150 bp paired 1 3 3 ends). Partial sequences were completed using RT-PCRs with specific primers 1 3 4
( Supplementary table S1 ). For gene segments lacking the 5' and/or 3' ends of the ORF the 1 3 5 single primer amplification method (Primers in Supplementary table, S1) was used as 1 3 6 described previously (22) . Sanger sequencing was done on an ABI Prism 3130 Genetic 1 3 7
Analyzer (Applied Biosystems, Massachusetts, USA). Raw Illumina reads were trimmed for quality and adapters using Trimmomatic (23), and were 1 5 2 de novo assembled into Scaffold using SPAdes (24). Scaffolds were classified using sequences of the RVA discovered in this study. All sequences from the novel viruses were 1 6 4 submitted to GenBank. RVA strain KE4852 counterpart, which had been previously classified as a G25 genotype 1 8 8 ( Fig. 2 ). BatLi10 and BatLi09 were 99% identical and also clustered closely with strain 1 8 9
BatLy17 (92% similar). This cluster was only distantly related to all other known VP7 RVA 1 9 0 sequences as well as to strain BatLi08, which also formed a unique long branch in the 1 9 1 phylogenetic tree. Both clusters only show similarities below 60% with established genotypes 1 9 2 ( Fig. 2) . The VP7 of these 4 strains (BatLi10, BatLi09, BatLy17 and BatLi08) did not belong 1 9 3
to any of the established RVA G-genotypes, according to the established criteria (6), and were 1 9 4 assigned genotypes G30 (BatLi09, BatLi10 and BatLy17) and G31 (BatLi08) by the RCWG.
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For VP4, VP1 and VP3, all five Cameroonian bat RVAs strains were distantly related to other 1 9 6
known RVA strains, including the Kenyan and Chinese RVA strains and were therefore 1 9 7 assigned to novel genotypes according to the RCWG classification criteria (Fig. 3 together (98-100% nucleotide sequence identity) in the novel genotype A25, and showed only 2 1 8 67% nucleotide similarity to strain BatLy03 (A26). These 5 new NSP1 gene segments were 2 1 9
only 39-40% identical to that of the most closely related established NSP1 genotype A9 2 2 0 (containing the Chinese bats) (Fig. 5 ). The NSP4 gene segments of all the 5 RVAs discovered 2 2 1 in this study were quite divergent to those of other known bat rotaviruses (at most 69% 2 2 2 nucleotide sequence identity) and other RVAs (approximately 45-68% nucleotide similarity) 2 2 3
forming two distinct clusters. The NSP4 gene segments of strains BatLi08, BatLi09, BatLi10 2 2 4
and BatLy03 (genotype E22) were 98-100% identical but all were 37-38% divergent from 2 2 5 that of BatLy03 (E23, Fig. 5 ).
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Bat rotaviruses in humans?
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Several different primer pairs are currently being used to detect human RVA VP7 and VP4 2 2 9
gene segments, to determine the G-and P-genotypes using sequencing or multiplex PCR 2 3 0 assays (29-32). In order to find out if the currently used human RVA screening primers would 2 3 1 detect the bat RVA strain from this study in case of zoonosis, we compared these primers 2 3 2
with their corresponding sequences in the respective gene segments be successful in amplifying G25, but the same combinations might not be able to pick up the 3 0 8
novel G31 and G30 genotypes in PCR screening assays. Furthermore, the primer combination 3 0 9
Beg9/sBeg9 and EndA (37) are likely to detect G25, but will be unsuccessful in case of G30 with the current knowledge of the genetic diversity, there seems to exist several true bat RVA 3 4 6 genotype constellations, as has been previously described for humans, and cats/dogs (10, 39).
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However, this needs to be further confirmed by identification of a larger number of RVAs Name of primer or strain Primer/corresponding target sequence (5'→ 3') VP7 Forw. Primer
Rev. Primer
BatLy03-G25 914-GGAAAAAATGGTGGCAAGTGTTTTACTCGGTGGTCGAT-950 1044-TATAGCTAAGGTTAGAATTGATTGATGTGACC-1075 BatLi09-G30 914-GGAAAAAATGGTGGCAAGTGTTTTATACTGTGGTCGAT-950 1036-GTAATAGTGAATTCAGCGAATATGATGTGACC-1057 BatLi08-G31 914-GGAAGAAGTGGTGGCAAGTGTTTTATACAATTGTAGAT-950 1025-GTAGTTGTAGATTTAGGAAATATGATGTGACC-1056
Forw. Primer BatLi08-P[42] 1-GGCTATAAAAAGGCTTCATACATATATAGACA-32 BatLi09-P [42] 1-GGCTGTAAAATGGCTTCATACATATATAGACA-32 BatLy03-P [43] 1-GGCTATAAAAAGGCTTCTCTTAATTATAGACA-32 BatLy17-P [xx] 1-GGCTATAAAATGGCTTCTTACACAGATAGACA-32 
